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[§&m<D£ffl No t c h&&m&#V'<7?-F&£XJ f *ti$:m\'*tiisU * 

im>mi] no t c h^^^tfi$(Diri* o 'j^7 , f mtsN 

^J^l*!* MfrMiZ «fc tJNICD (Notch intracellular cytoplasmic d 

omain)#W^~#trf &iHC, HBI&^Cjfta^tt^^V^^-f- Ko 

iw^2] Note hisri-fr&mKitWLxmmftKi&mzix&m&E 
mmv< izztitm&Lx&zz, s 3 «t NMmm<DmmmMm^x<D^> 

[ff3t©5] Notch^W^SC^t> S 3 X *) N5fcM<7)g|$;fr W 

(S4) ^ mmmnMUfrvT ± ymmmufrx&zm^-m. 

4fEm«O^U^y p ^Ko 

Iff 6 ] @B^IJ#-^ 1 frbWm^ 1 8 (O'pti: <ti> — o<7)@E?lJ#^-<7) r 
^ / miB^J^ & & *° V ^ 7"^ Ko 

flfz T 5. J WtWfflfr htt^O ^ Note h?>^?M&3£X$>t), ifrffiN o t c h 

[w^8] Note h^vi-)vi l zitmLxmmmzm&^fi^m^-m7m 
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im^M9] mm^<V&m&, (Presenilin) 

im&m i o] it^g i 9 ov*r*t^jciBtto#y K&^-t^M 

1] Note hy^tMsl> «5Mt> Jffi0> T*^-v7fe 

i oiamo/^^-7-^-o 

^ 1 2 IBflftOtfMfc, 

[fflf^l 4] Note hy^;« *HJI&4Hk AM. T*°)— 

[W*Sll 5] f»*^[l^i?>9tc|B«0^y^y^K*3-K-fS5t^f-o 
[SRj&EI 6] DNA^l<liRNAt*-SMl 5 KIROit^Fo 

im&m. 1 8 ] w^g 1 7 1 a«o^ * 9 - k z v ^mmm £ ti?zi&m$mifc 

o 

[0 0 0 1] 

*§&miz. no t ch9>si?Rommmft9>'i9K<imK&&'tz>m&.tf 

f&E<Z>S£W£i5V>-T\ Notch©* >^*»^flfl#tcov>TW\ Site-l;Sl, Site 
-2;S2. Site-3;S3> Site-4;S4£Bfrffif &«> Site -4 (S4) (i, ^©£9 

[0 0 0 2] 
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0#I2OO2-21OO4O ^ ^-v: 

Notchit «ii:#tt-5 ^ >r y i juia^ »i , mm, 

tpHT-t?^>^NICD (Notch Intracellular Cytoplasmic Domain) &#o 0 

&mm) K4MfcU $ - n T«^tMt-5^ torn. 

m^&^x, no t c h*<frLtzmmmmm*msmm-T?$>2> 0 n 0 t c h*jr 

L/c«r B 1if^f53t(7)^^^XA{i, oroii^-e^^o if, NotchJi. Notch 

*LfcNo t c ht±. furin^O^n-rT— lfC«BJia^«|5^« (S 1) TMSUWfS 

JJ&^W^ftf ^ 0 ^ctc, Notchv^^;WS^o^|J5^ill(0^j^^j5^LT#^ 
^OjfflJ&^WtettNotchV K (Delta> Serrate. Lag-2<7>DSL-7 r 

iji*mmztL*s7+juftMimi&iLtLZ>o wa%^ itot&\zmmKMmtt % ft (S2) 

•CSJBrStU $ t) C i I i i(: ^ o TiMrt * -6 (iig^I 
lOlfetfif (S3) "COTf^'l -e-OJg^r&«HJ!Srt^-C*-SNICD 
«^^^&ffi^tL, ZtitmmzmftL, CSL"7 7^';- (CPB, SuH, Lag-i; 

[0 0 0 3] 

^oj:^^ Note hi*mMfr4tiz&tf&mm$mmxmfcM&xnm~e& 

WTIW r7A^y^>f v-fifc^Hr-y ^Ot«|*J 3^HI#B¥ Vol.1 No. 
3 2001> f&li|*£ TN o t c h K£2>Wm»im$Ql * >/*?MM MM Wk V 
ol.45 No. 3 2000> Brian et.al TA carboxy-terminal deletion mutant of N 
o t c h 1 accelerates lymphoid oncogenesis in E2A-PBX1 transgenic mice 
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J Blood Vol. 96 No. 5 2000 Sep. 1 pl906-1913) 0 Lfctf*oT> Notchv^ 

[o o o 4l 

[i§ tinn mm] 

iOid*¥flltwtt**$*t^^O"C, Note hy^tMSI^ 
[0 0 0 5] 

*§kW%mi±, Note hO-lO^y/^S^ilSt, S3|5fiT'^lf 

nhfrb-eibho *§&w^k£z>n o t c h v^^;Hk^— m^w^^* 

. S3 05^M^iiSUOS&{£ (mSil^rttc^^) t|4fi«4D 
[0 0 0 6] 

-f&fr^ ^H^^ff^V^^Kti, No t c h*>^SCfi*0§rm*° 

, mnm?>^?nfrm-m£Wk[H?y^?n5mK£ ^nicd (no t c h int 

racellular cytoplasmic domain) ^rtK#^r?-&|^C % jTO^Mc&ffi £ *° 
U^^K-e^^o Kti, ffi^^&ffi-e^&^'b. Notch 

v^;W5m&^mi-&*:i60v-#-,b LTfffl-e^o ttz. No t c hv 

m^'^y^K*, TNo t ch-/? (N/?) J t%>n*)o ttz, mtmPW? > 
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[0 0 0 7] 
[0 0 0 8] 

^§g<7)^i;^7°^- ra. Note h v^^MS^^Jt^Lrm^tcBcm^ 

[0 0 0 9] 

^^ff^'J^-Z^Kfix Note h^W^fC^&^T, S3-C<7>*V 

/N'^K^^i^Bf^t < i$zn,tmikLx&z.z>, s 3 i «9 N^iso^mms: 

[0 0 10] 

#f£iE <7>§fm*° y k (N/9) <DTs.y wwzn ib^j#-^ ihis© 

#-^l^^,9^T^ ^^^^@B^J-e*>«9, BB^iJ#-^l 0^£>1 8lt^tK7) 

^iT^tWbW'f'^/fK^ Note h?>s*?M&*~?$>V), 
IfrfBNo t c h ^ >;n7I«-1<?)^ >A'^f ^i(;ijv^> #fflJ9W* 

SCffi^tL^^i;^^ Kt?*^o ^LT N £0* 0, ;^:7 0 ^ Notch 

, Milf, fcK 7^, W*f, T'*. va^g?^' 
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[0 0 11] 

. No t chy^tMEl> i«5Mt> 7#h-->**itf7*y^>f-T 

> w&mmm, r # n - * & wmm-eft ? £ a*-e § & „ 

[0 0 12] 
[0 0 13] 

^•to VfrVK<i -?-ffiKi$l1r2>T< u4 (A/3) 

OlfflflWIfcffi <7>— M ^^Itv^o pg H^fiJ K^rf J:^^ NEXT (Notch Extrac 
el hilar Truncation) <OT ^ TACE (TNFa-Converting Enzyme) K£.2>ffli 

«9£j&S*L& 0 S 2B&^W$ftfcNEXTt±> $ Mc, S 3g&f£<£> 

O^JSf (^t^^fttlHJ 4 ON o t c h<D?>'*?MfrMU&) 

[0 0 14] 

ofic, *»WO«ra#y^^K (N/3) <7)C*^T^TO^?:, 
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III 4 b K^ir 0 mmKit, Tyx<D4M.m<7>Ho t c h (mNotc hl~4) , 
H h<D4mm<DNo t c h (hNo t c hl~4) is i V? pmK&WZ, ^tfi^f 

^oiMc ±^^S4W» Mfcmnmv*<i> (tm) fgiteis^T 
) o m7F<7) z 7 ±m%WMU&mnwT < ymmmmN o t ch-i~4or^ 

t^^^tLTV^V^ 0 L^U S Z®m%fc~ehZ>J^) y 1 7 4 3 tt«#$*L-C 

[0 0 15] 
[?t)fcfll] 

[0 0 16] 

7 --fe^W--tf ( 7 -Secretase) MRM"?**^ [(2R, 4R, 5S)-2-Benzyl-5 
- (Boc-amino) -4-hydroxy-6-pheny 1-hexanoyl] -Leu-Phe-NH2f±> Bachemti^ h M 

[0 0 17] 

(^7^5 K) 

C*^tC6ISI^1-^c-my c fctfin L N o t c hAE-M1727V (NAE) 
££O f NICD&r/- Kf£ c ^ KpcDNA3 hygrofc#AL)fcfcOtt 

, Schroeter^^ftKJ; TOffl^Ltz (Schroeter, E.H., Kisslinger, J. A., Ko 
pan, R. (1998). No t c h-1 signalling requires ligand- induced proteoly 
tic release of intracellular domain. Nature. 393, 382-386.) o ftfffi 
cDNAIi, R. Kop2m±frbmk2tLfzi><D*mmLfzo N5fe»fcFLAGBBI* 
#irat7tNEXT, fill FLAG-NEXT (F-NEXT)t^ 2 K»<0lfcte#»»3&H8E*iN& ( 
2-step site-directed mutagenesis) 9B»Uo SKf"CI±. F-NEXT M 
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1727V (F-NEXT M1727V)£, «tt#W&fcIEJ*iB&* y h (ExSite PCR-Based Si 
te-Directed Mutagenesis Kit> Stratagenefr) £fflv*TS2Bi L/z 0 -^O^ NA 
EfcfcSlfcLT'teffiU tiz* TfBO 2 0077^-1, 2 (@E?"J#^19> 
2 0) imtRVito 
[0 0 18] 

7'7^fv-l : 5-P-ATCGTCGTCCTTGTAGT^^ 
TAG-3' 

y'y^-^- 2 : 

5-P-GACMGATGGTGATGMGAGTGAGCCGGTGGAGC(^ 
[0 0 19] 

*r«:K-CI±, F-NEXT^. ffi&4Mft£^MH&*7 b (Quick Change Sit 
e-Directed Mutagenesis Kit> Stratagenett) MLt, U&W&W$Zf&M& 

0 2 00^9^^-3, 4 (S^21, 22) ^P^L/c 0 
[0 0 2 0] 

79 ^ 3 ; 5-CCTC(X:A(XnXX:ACCTCATGTAC(mjGCAGCG-3' 
79 "7 - 4 ; 5-CGCTGCCACGTACATGAGGTGCAGCTGCGAGG-3 ' 
[0 0 2 1] 

[0 0 2 2] 

#vJ:?n-?-;vtfrfc (L 6 5 2) it* KfNo t c hlOVl 7 2 2*6G1 
74 3W T 5 y ( S 2 SB&j&» f>S3 S&ftOlBlOEyiJ) V ^"/^ K 

Km-£#t#t?fc£o ^Ofet# (L 6 5 2) t±, ^O J: 7 K LX&mLiz 0 if 
, ffl%t%Z>Mm#V'<'7^VZmffiLiZo z\<D^V^<f^h'lt* j^TkteT^y 

/? * ^^^--r^^fp^^jffl hfz(D t m cyjmx~&ifc$:ft)&L?z 0 m 
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(Wild-Bode, C. , Yamazaki, T., Capell, A., Leimer, U. , Steiner, H. , Ih 
ara, Y. , Haass, C. (1997). Intracellular generation and accumulation of 
amyloid beta-peptide terminating at amino acid 42. J Biol Chem 272, 1608 
5-16088) o tftc-myc^y ?n-^;Mfi#: (9 El 0) & X tftfcF L A * 

[0 0 2 3] 

thfW12 9 3a)l (K2 9 Smm) , N2a»fl^iO f COS»> 1 
0%? vJ&MLYt, l%^V i ;>/^^^l'^y , A 2 0 0,ug/ml-t? 
(zeocin; PS ll&5l£S#-f*fc*&) *i^l 0 0// g/mlM^n 
(hygromycin; NAEfe^t^F-NEXT^^^-r^)^*) £*§inL;fcD 
MEMfilCT^lL/Co K2 9 3«i*PSl wt, PS1 L286V &£Tf PS1 D385N 
**36tf^i"* ADDIN ENRfu (Okochi et al, 2000, Kulic et al, 2000, Wol 
fe et al, 1999) 0 NAEiS X V^-Wn^BB^^^Xlt, lSnn£Lipofectamine 2 
000 (Invi trogentt) £ M ^ Tfr o tz 0 
[0 0 2 4] 

NAE£3§3H-&«^^ NAE(7)N*«7 7^*^>b (NTFIN/?) rt s lfcm£ 
tL^>^*^lJffi-^)7ta6^, NAEfeimiICD^^W^At^K2 9 3»£^ 
lOcmf^r/afft, n>7;Vx>hmH Trig«L*: 0 LT> -?-<7>#ffl 
MEMt?*^ ^^(Gibco^^iCF^HiT^ /f*illIlLf^-^¥ 
^m^^P^300^Ci (3H(T^/m (^^-?MbT5/$^£-$i;tritiated 
amino acid mixture, Amershamtt) £JuX- 4ti#im^;V* ?s<)V 
£ 2 ^Wt, 1 0 %FCS/DMEM"C 6 B#K ^ 'f * L fc 0 N /? 7&^ffi $ fi 

^%T-4 0^^^^^->fim^T^«L. ^:t~>^#DMEMtC 
i3V>T. 400yuCiO(35s(T^ ymfS^ (Redivue Promix, Amershamtt) t?, 1 
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[0 0 2 5] 

(&2£efcP§/SDS-PAGE) 

fx^f^iF^l^m ^M*^a6-CH:-t)^7K±^i3V^Co ov^, 3 0 0 0 

)V (1:1000; Sigma1±)i3«J:tF0.025 %<DTVit^ h V t? A SrJSjnx-fco <€-<0S**rfc> 
L652^7^(iM2-T^n-^(Sigma : j±)^fflv^T, — Ifefc&ifclfcfcfi'v^ 0.1%SDS. 0 
.5%deoxycholic acid^SitFl % TritonX-lOO^trRIPA^u/ 7 r --e=@^b 
fco ^<7)^> £ K> h'j^-h'; v>10~20 %^l@B^(Invitrogenf±) fc^ffi LT 
SDS-PAGE&fi 1 ofco fflffi>&> TRitPBS'f-e^i*^. 1500X gtf>jt>t>53*c £ o 
T^Ml^U lOO^lOlO^EOluIBRIPA-e^tTto -eLT. ^nfT- t? 
ffl#fi^-?ft (1:500; Sigmatt) *-£tr 9 0 0,ulOPBS£, tfffB^JSLfcffllll&Kin 
x.fco *?»#{±> 15000Xg<&»*MMi^*U *©±»***ifc»fc«ffl 
LtZo %&ttMM<Q&ftl** ^DT^>A^r7 7n-^ (protein A sepharose; 
Sigma#)T«MU 9E10 £ i±M2 TiSu-T, X$£M.ftM L rt: c SfcifS-Lrt: 
? >/**@f$|Sr£, 8 %5g L < {± h 'J * - h 'J v >SDS-PAGE^T^ftLfCo 
;V^@^t7t^ if*S^¥l«ftl£&l*lli (An^lify Fluorographic Reagent, A 
mershamtt) *-C«fc5U ov^^iL> h 9 7 4 -«rff 

O /Co 

[0 0 2 6] 

(&^«/MALDI-T0F MS #Mfr) 

F-NEXTi3 i^oM^%«r3cJfe^|&3Ri-*J|IBI!gl*3> /, 7^^> h *^*t?2 
Ocmr^ *M6*SP»**fLvn0 % FCS/DMEM bty.*) #x. fco C 

o 2 >f > * * ^ - 9 - * x 3 r# ^« l tzWi, *gm±m * m& x -r c n*±. k & i 

, -etr, *'t>*m^Jtt?MB*»*Lfco ynf7--t*lfl^ (1:1000) 

0.025 STy^tf'J^A^il^ ^O^ife*. M 2 T2f n-*4r 
ftfflLT, 4^ 4"C-e^«tfs:o ^LT, *WHr. 0.1 % n-octylgluco 
side, 140 mM NaCK 10 mM Tris (pH 8. 0) £ £ £>*0. 025 % TVitj- h U ?A#>«b 
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«blC^>9— 0> 0.025 % TvMfc^ h V ^A£^-tr 10 mM Tris (pH 8.0) 
t/io ^0*S*^?>tLfcjtjRlCift^U^ , /^-KS:^ a -cyano-4hydroxy cinnam 
ic acid-Ct&sffl LfcTFA/T-fe h- HJ ;v/tK (TFA: T-fe h - h y ;H 7k=l: 20:20) *C 
igtBLfco "5T?#'fbL/i^l- : Sr. ^r>^yi'-h±^J|^ MALDI-TOF MS 
Mffi^frtftZo MSe-^li, T>^~r>v> (Sigmatt) ^iW^va'J 

(Sigjnatt) TMfclELfco 

[0 0 2 7] 
(XttM l ) 

Jgg.hftMfrfcisH-^ FLAG-NEXT (F-NEXT) qm^Z2j£jL>± (NTF:F-N/3 

01(a) tCN A F-NEXT^itT NICD<Ofl|J^*^*to EI^O-t^K. F-NEXT"C(i 
, NEXTON^tc, V^t^rf Ki:-?-tt«<FUG@e^JfeJ:0 ? 2o<^^^^ 
->jWA$*lTV>& 0 Hif^H^-e^i-J; 9 F-NEXT-Ciil727#BOT5 
/BK**«**3in^.rv»ftV>^ NAE (7WNo t c h 1 dNotch-1 
) ) ^^^--^Sr^y ^A*Wicgg^$-fr-C**(Schroeter, E.H., 

Kisslinger, J. A., Kopan, R. (1998). No t ch-1 signalling requires lig 
and- induced proteolytic release of intracellular domain. Nature. 393, 38 
2-386. ) o &£P«\ S3^^^»fl#a5t*^to 
[0 0 2 8] 

NAEiS <t CfF-NEXT*3c5eni&ai"SjHHJ!aS:. 1 B#H9 (?5S(X^)\<X y^<)V U 

mi (b) KTF-rmm^^jxLtzo ^<om^ntzmm.<ommm^, moxnm 

ifc»U 8%SDS-PAGEt?«|#L/Co Ell (b) Kjjcf-J: 3 2»HOfx^O 

NAE C£^*;v) ££t>T-NEXT >v<*R#flf7&«mi*$*u 
^Ofif*; NAE^itfT-NEXT?)^ Ki I) fcil< ^UrT^NICD/^ KO^S^B 

[0 0 2 9] 

— 1trfe^»±yf«r, M2rfD-^^»U:« mi (b) <z>TV<* 
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[0 0 3 0] 

F-NEXT£f&m-t&#tt^ (35s ( T*lHP^^7^U Ell (c) fc^L 
HIl (d) K^tJ:^ F-N/9 (*3M!0«ft#'J ^^f - KtOl^fl: 

■f) o 

[0 0 3 1] 

Hl(b)*J: 0* (d) ic^ Lfcfe*tt, F-NEXT M1727V^#^^ffi Lfc»£\ 
£ £ti3&^«HJE£ LTCH0, COS. N2a*JBv»fc$*frfc?f3i-e£fc (HI^£Bfr) 0 

[0 0 3 2] 
(Hlftffll 2 ) 

^i^i^M, NAE( ON^77^>h (NTF ! N ft ) <Dtem„ 
NAE£ TtJiNICD^^tCf^l-f &K293#!BJfe£\ (3h(T* 2 Pt^/^;* U 

6 B#W^.x -f X tTto ^ i <f <£ r^fla»#WS:«3«t#-e**L652" , C* 

U h'JX-h'Jy >SD5-PAGET?$Mi Lfc„ El 2 (a) ^^i" 

i^:> ^*3~4kDa<7)NAEONTF/^> K (^P) t±> NAE£f£3t1-&«<£> 

[0 0 3 3] 

±|Btnt**^iCf»«W«r, t/LMyc*L#(9E10)^fflLT. f&lkitmLtz 
o EI2 (b) TV^WC^rTJ:? ItJl 0 OkDa^NAE&Ji^ICDO/^ K*» 
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[0 0 3 4] 

iMIfeM 3 ) 

EI 3 (b) 7-)XNo tch-1 (iNotchl) &£Tft V /?APPO$|I*l 
^J»f^miB&^^1-o mNotc hlfi. £ £ «9 , NICD t N p ^ 

o^yiM-Cti. N £ o«i5 J: Xf^r<r)Q,i^K^<r> * MWWU&Zim 
Ltz 0 — ySAPPfi. Krt«JWf^J: *K jfflfl&rt? 9 ^ > bCTFy 50 (Sastre, 
M. , Steiner, H. , Fuchs, K. , Capell, A., Multhaup, G. , Condron, M.M. , Tep 
low, D.B. , Haass, C. (2001). Preseni 1 in-dependent gamma-secret ase proces 
sing of beta-amyloid precursor protein at a site corresponding to the S3 
cleavage of Note h.EMBO Rep. 2, 835-841.) WMM<Vkp 7 *7 7* > 

[0 0 3 5] 

monm^l&K £ *) , N0O5»*£MAIJDI T0F/MS&^J3LT#MJrL£o 

EI3 (a) ^77 (*:) K*rto ^14 0 0 0^W 

> #^tf-^^m^$tL^^ 4 5 0 0 i ^v^ioif ^e-^w 
£*l£j&*o£ 0 ^13 0 0 0^f>4 5 0 OOfcf-^Of&HH&BIS (a) 

y M KTFto m tf- * cho> cos*5 x m2a*m±mf& t itt 
ffl Lxi>mmztitz(m7FitT)o t ^f-next m727vmnfc*m$kz j £tzm&x 

[0 0 3 6] 

El 4 (a) K|§JE! (b) L/cMALDI-TOF MSO fcf- ^ ©rT £ N^7<7 ^SB 
?iJ^^i-o £H&N/?tf>C3fc38B±, 77^>1 7 3 1"??&& 0 3EM*Z 
-t?<DT^;mMn*7F-fo m^<DX^K, S3^|f»-|:n 5 0 6 0# 

(SI, S2, S3) ff7mo^4 0^>/^K^^i (S 
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4) x&ztffimx&Zo 

[0 0 3 71 

H4 (b) lifch (h) t~**7 7, (m) <7)Notch 1 ~ 4 * JglSMgfcfr 
<DT J MW&\ tmmLti i> <DX%> & 0 SU S2, SSiiOIr^otch 1 ~ 4 K&M L 

Notch i ~ 4 * >- / n° ^ @ ic^m-t & g[#i-e ibhh mmx- § £ o 

[0 0 3 8] 

mmm 4 ) 

f-next^ , psih^m^ i^v-t^v ^ints £ aii& icm^ £ ^tz^mmm 

# (PS1 dominant negative mutant) -e&&PSl D385N&I&5H" 2>M%&K ! £<m.ttl 

mmzti&Np (Dubois*, (S5s(Tim^^^vfz^ 2^^^-r ^Ltzig 
mtm&zvmmmmzmffiir&z-tizxvm^fzo tr, ?-^4xtgMZM 

2 Tifu-Ky)vx*%mkW^ N/?^m^ffit^ 0 ®5 (a) <r>±^^)V[z 

^ti^^ psi ms5mmmmfrb<Diip<Di&mj)K vsm£.m%m®mtit%t 

^m-e(±S4^0iff^«^L<^L^o £ fc> |WjB#tC^L/^^«l%^, 
9E10^^fflLT^»L/i o III 5 (a) (DT^^^^-fH 9 fc, 2B#^^^ 
W^^ONICD/^ Kj&*. PSI D385N3ISM&-eti. tebA,b*&2>ZbtfX 

ztzfritzo zsmmzAxmzm&2^?zm$&mm&5&m®m 
x its 3 a&sean* l < wp-r zt^o^zmm tmrn t tz 0 

[0 0 3 9] 

ore, F-NEXT&£^K#I3H-&#IBJ§&£, -fU-t-V XDWi&^'ki'&irfZ 

y -*L>7vz-Mmmm 0685,458) zinz-fzWf&t, tiuz-%^m&tx\ im 

^7^U 2mm^^-^^ Vfzo 1 ,«Me7)L685,458&> 
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Sfc&U N/Ji&fcBfc&ffibfco EI 5 (b) ±;^;W:^fJ:9^ 7 ~fe*l'* 
£9E10Tftftifcl$Lfco HI 5 (b) TV^Ww^cT <t d K> 2 Pf W<£> 

x fuz? 1 § m < n p o&ffi & law $ *l£ t x. & o 

[0 0 4 0] 

(Hb»U5) 

i^rer^y/w^-^f (fad) m^-zur-ij > ( P s) » itos 

4 

^42 ^oiitin^$im^ttrv^ 0 Z(D$mMXli, P S#c#tfJ s 4 ? 
FADMiSP S^^M^M#L-Cv^ii:^liML7to 
[0 0 4 1] 

S^ttM (wt) PS1SL<{±FADM^P S l^^T^^PSl C92S, PS1 L16 
6P& J: £>T>S1 L286V£3§3|-f &K2 9 3«l*> F-NEXT!r^fi5(-ll^^ 

-etT. MA1DI-T0F MSIC <£ > F-N ^C*jSO^bt:?IIt5f:i6i: 
, P S lM^^J:0 f F-NEXT^^mi"^m<7)^«±vt*^*fL'^o IH6 
a ic^-T J; ^ N ^C^^ - ><7)#m^^b^ttMPS 

lKit&LXF AD«1P S l^m^Jm-eitE-Ci^o A/3 4 

^Sftt±#Ltv^PSl L 1 6 6 P«Itli, F-Np^7°?- K£S 
<1-^Mln]^m?>^ 2i3J:tf4T^ym^*ftv^F-N i ff@ (F-N£ 1 7 3 3 
, 1 7 3 5) 0^<7)_L#«^-e§fv: (m 6 b#M) o tfz. 12 6 a^ti 

PS1 C9 2 Si'&^X, F-N^ 1 7 3 40V^|pI±U PSl 
L 2 8 6 VK&^X, F-N/? 1 7 3 5 <D VOV-hmHb U ^oF-Ny3 17 3 
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F-N i 90^^K*Jw«'bi^»«r#x.'6o P S 1 LI 6 6Ptt, 

B|P>*H% Neuro2 a*fflfifc*5V»T, FADKiP S^fl^HWf^il 
(r'-^lll^-f) o JSLtOifc*^ ^t©FAD«i(^ F-N 

[0 0 4 2] 

JUOi^:, *»WO*f«#V^^Kti> No t chr^fftft^ 

o 



[0 0 4 3] 

SEQUENCE LISTING 

<110> Osaka Industrial Promotion Organization 
<120> New polypeptide originated from Notch 
<160> 22 

<210> 1 
<211> 21 
<212> PRT 
<213> mouse 



toSE^p 2 003-3068317 



Q'ftm. 2002-210040 ^ v : 17/ 

<400> 1 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 

15 10 15 

Val Ala Ala 
20 

<210> 2 
<211> 17 
<212> PRT 
<213> mouse 
<400> 2 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met 
15 10 15 

<210> 3 
<211> 18 
<212> PRT 
<213> mouse 
<400> 3 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 
15 10 15 

<210> 4 
<211> 20 
<212> PRT 
<213> mouse 
<400> 4 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 
15 10 15 
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Val Ala 
20 

<210> 5 
<211> 22 
<212> PRT 
<213> mouse 
<400> 5 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 

15 10 15 

Val Ala Ala Ala 
20 

<210> 6 
<211> 23 
<212> PRT 
<213> mouse 
<400> 6 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 

1 5 10 15 

Val Ala Ala Ala Ala 
20 

<210> 7 
<211> 24 
<212> PRT 
<213> mouse 
<400> 7 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 
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15 10 15 

Val Ala Ala Ala Ala Phe 
20 

<210> 8 
<211> 25 
<212> PRT 
<213> mouse 
<400> 8 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 

15 10 15 

Val Ala Ala Ala Ala Phe Val 
20 25 

<210> 9 
<211> 26 
<212> PRT 
<213> mouse 
<400> 9 

Val Lys Ser Glu Pro Val Glu Pro Pro Leu Pro Ser Gin Leu His Leu Met Tyr 

15 10 15 

Val Ala Ala Ala Ala Phe Val Leu 
20 25 

<210> 10 
<211> 17 
<212> PRT 
<213> human 
<400> 10 



ffifE# 2003-3068317 



2002-210040 



^-v : 20/ 



Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met 



<210> 11 
<211> 18 
<212> PRT 
<213> human 
<400> 11 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 
15 10 15 

<210> 12 
<211> 20 
<212> PRT 
<213> human 
<400> 12 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 

15 10 15 

Val Ala 
20 

<210> 13 
<211> 21 
<212> PRT 
<213> human 
<400> 13 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 

15 10 15 

Val Ala Ala 



1 



5 



10 



15 
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20 



<210> 14 



<211> 22 



<212> PRT 



<213> human 
<400> 14 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 



Val Ala Ala Ala 
20 

<210> 15 
<211> 23 
<212> PPT 
<213> human 
<400> 15 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 

15 10 15 

Val Ala Ala Ala Ala 
20 

<210> 16 
<211> 24 
<212> PRT 
<213> human 
<400> 16 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 
15 10 15 



1 



5 



10 



15 
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Val Ala Ala Ala Ala Phe 
20 

<210> 17 
<211> 25 
<212> PRT 
<213> human 
<400> 17 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 

15 10 15 

Val Ala Ala Ala Ala Phe Val 
20 25 

<210> 18 
<211> 26 
<212> PRT 
<213> human 
<400> 18 

Val gin Ser Glu thr Val Glu Pro Pro Pro Pro Ser Gin Leu His Phe Met Tyr 

1 5 10 15 

Val Ala Ala Ala Ala Phe Val Leu 
20 25 

<210> 19 
<211> 57 
<212> DNA 
<213> Artificial 
<400> 19 

atcgtcgtcc ttgtagtctc tcaagcctct tgcgccgagc gcgggcagca gcgttag 57 
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<210> 20 
<211> 54 
<212> DNA 
<213> Artificial 
<400> 20 

gacaagatgg tgatgaagag tgagccggtg gagcctccgc tgccctcgca gctg 54 

<210> 21 
<211> 32 
<212> DNA 
<213> Artificial 
<400> 21 

cctcgcagct gcacctcatg tacgtggcag eg 32 

<210> 22 
<211> 30 
<212> DNA 
<213> Artificial 
<400> 22 

cgctgccacg tacatgaggt geagctgega 30 



[mi] 

(HI (a) «\ NAE. F-NEXT^it>'NICD^#^^^1-m-e^«)> mi 
(b) ~ (c) i±. *»WOFLAG^^**Lfe*fft#y^f-K (N/?) <D$L&u<D 

[Hi 2] 
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1112 (a) - (b) 14, **WO*f5ft*y^^K (N/9) 
[0 3] 

H3 (a) (4. xfMnmLxv^+v&nx&Mft** 03 

(b) *i*HSONotchf ^^^S«JWf«Pfi: (S4) ©±S«:«tt^ J^T^W 
v-*g|T3n>f K£ (h/?APP) ^ >^^5tttK#0=fe5l*«JWf»ffi*> 

[04] 

04 (a) {4, ^WO^^AffM^V^^KOT^^SlE^Olfli*^ 
0-?£& o 04 (b) !±Notchl-4^J:irhi9APPOJKrtT5y««yi«rJt 

[05] 

05 (a) , (b) (is *«WO«fft*V^^K (N/?) ©IM&JMftffifc* 

tt&yv-b-w (ps) o«igs#oi^io-«*^-rmfc*«i^ft , t?*So 

[16] 

#oM^^^tStMft-ho-w-e^i)o 06 (b) itrfry^J 
ZTFLtzbv-e&Zo me (c) \tfrB&<Dtttttti)*in**%ALfc*><Q'e2>z 

o 

[07] 

♦ftWOlHft^V^K (N/8) ^«^m<7)--M43J:^^tii^-7 0 ^ 
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[HI] 



mm 



NAE 
NICD 

FLAG-NEXT 



— | 6xmyc 



J 6xmyc 



^j(^aip^ y\ flag | — i^ak^^ K ^^ \ ± 



xmyc 



MPRLL TPLLCL TLXPARAAfiGLRD YKDD DDKMVMKS EP VE PPLPS Qp 

M2 






lysate 


endo. 


NAE 


F-NEXT 


| Chase 


0h| 2h 


Oh 2h 


Oh 2h 


105- 




|n> 


| 9E10 



F-NEXT 



97- 
66- 
46. 

30. 
22 
14 

3.4 



IP 



media 



NAE 



F-NEXT 



Oh 2h Oh 2h 



If*'" J 

sssl.... _ 



M2 



c 



6S - 
3.4 - 


F-NEXT 


media 


lysate 


Oh lb 2h 4h 8h 


Oh Ih 2h | 4h | 8b 




IP 


M2 
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4] 



co^DLOro^CNioDf-icnr- 

• ■«•••■•••• 

• ••«••••«•• 



u 
i 



ID 
O 

§ 

►3 




^ ^ *i >i ^hIhIh! 





II 

O O 

12 




►3 

> 
I 



CM CM 




i i 


1 I 


II 

-P -P 


o o 

-P -P 


O O 

13 


O O 

13 


II 
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[05] 



a 





media 


F-NEXT 


PSlwt 


PS1D38SN 


Chase 


Oh 2h 


Oh 


2h 






m 


IP 


M2 



IF-NB 



IP 



lysate 




9E10 





media 


F-NEXT 


inhibitor 




L-685,458 


Chase 


Oh 2h 


Oh 2h 






|ip 


M2 








lysate 






IP 


9E10 



IF-NB 



I F N EX' 
INICD 
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F-Npl731 
F-Npl733 
F-Npl734 
F-NP1735 
F-NEXT 




Mr 

(observed) 
3832 
3974 
4121 
4220 

MRKRR 
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-3068317 



mm 2002-210040 



i/E 



mm] 

mm] No t c hy^t;H5I^tfflTi^iMY-*-^fttl, 0 
Notch^ V/^Sffi^Offm^^f" K»T?* *> > HfrfBN o 
t c h ^ OHIO^ >/^R^It:fcv»T, «J6fl.»#fc*5»t*«*¥fc: 

M<JlrtTO? >v^ft£-fi?^«J; 0NICD(No t c h intracellular cytoplasmi 
c domain) ^rt^^tft"^^^. fflfl&^&tB$*L*^i;^^ K (N/9) £ 

iO^^f Kf (N /?) Not c h^^/l/fcJfcfflLTiffl 
«a^»CScffi$^ yi'-b^^ (presenilin) 0 iO^rfKf^tt 

Hit* No t ch->^;W5S§. HIJ&Hk ffi&ottflMk T*'h 
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